u 



© 




Europaisches Patentamt 
European Patent Office 
Office europeen des brevets 




© Publication number: 



11111111111 

0 450 092 A1 



EUROPEAN PATENT APPLICATION 

published in accordance with Art. 

158(3) EPC 



© Application number: 90915175.5 


© IntCIACOSB 11/12 


Date of filing: 19.10.90 




v£) International application number: 




PCT/JP90/01346 




© International publication number: 




WO 91/05807 (02.05.91 91/10) 




© Priority: 20.10.89 JP 271784/89 


© Inventor MARUNO, Shigeo 




134, Sakuragaoka 4-chome 


© Date of publication of application: 


Kanl-shl GIfu 509-02(JP) 


09.10.91 Bulletin 91/41 


Inventor: HAS EG AW A, Masakatsu 




29, Dotokushinmachl 5-chome Minami-ku 


© Designated Contracting States: 


Nagoya-shl Alchl 457(JP) 


DE FR GB IT 




© Applicant: MEITO SANQYO KABUSHIKl 


© Representative: Kraus, Walter, Dr. et al 


KA1SHA 


Patentanwalte Kraus, Weisert & Partner 


41, Sasazuka-cho 2-chome Nlshi-ku 


Thomas-Wlmmer-RIng 15 


Nagoya-sh! Alcht 451 (JP) 


W-8000 MUnchen 22 (DE) 



© ORGANIC MAGNETIC COMPOSITE. 



CM 



Q. 

UJ 



© A composite of carboxyalkyl ether of polysaccharide with magnetic metal oxide, which is very excellent in 
storage stability in the form of aqueous sol, lowly toxic, and useful as a medical material such as a nuclear 
medicine imaging agent. 
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This Invention relates to a complex of a carboxyalkyl ether of a polysaccharide with a magnetic metal 
oxide and a process for preparing thereof. 

9 

-Background Art _ 



Usual magnetic fluids are prepared with the addition of a surfactant such as a oleate salt or a 
dodecylamine in order to make the superfine particles of a magnetic metal oxide or magnetic metal stably 

io exist in a liquid such as water or an oil. Since usual magnetic fluids are poor in chemical stability and have 
high toxicity, trials to apply them to medical treatment have scarcely been made. 

In order to obviate these drawbacks/complexes of dextran with a magnetic iron oxide have been 
proposed, and for example. Japanese Patent Publication No. 13521/1984 (U.S. Patent No. 4,101 435) 
discloses complexes of dextran or a modified dextran obtained by heat treating dextran with sodium 

is hydroxide with a magnetic iron oxide having a size of 3 to 20 nm. Further. U.S. Patent No. 4 452 773 
discloses magnetic iron-dextran microspheres of a molecular complex structure such that magnetic iron 
oxide particles having a colloidal size was coated with dextran molecules. Although these complexes are 
useful in the form of aqueous sol. they still have problems to be improved particularly for use in medical 
treatment. 

20 As a result of intensive studies, the present inventors found that complexes of a carboxyalkyl ether of a 
polysaccharide with a magnetic metal oxide have improved properties in several points, and came to 
complete the invention. 

Disclosure of Invention 

25 

Thus, according to the invention, is provided a complex of a carboxyalkyl ether of a polysaccharide with 
a magnetic metal oxide. 

Complexes of the invention are extremely excellent in stability in preservation in the form of aqueous 
sol and have only low toxicity, and thus are useful for medical treatment, for example, as a nuclear 
magnetic resonance imaging (hereinafter abbreviated as MRI) contrast medium or a drug-administerina 
carrier or the like. w * 

As for carboxyalkyl ethers of a polysaccharide as one component constituting the complexes of the 
invention, at least part of them are known [for example, refer to U.S. Patent Nos. 2.746.906 and 2.876 165 
Kogyo Kagakukaishi. 68. 1590 (1965)]. and such an ether can readily be prepared by adding an alkali to an 

35 aqueous solution or suspension of a polysaccharide and then adding a monohaloalkylcarboxylic acid 
particularly a monochloroalkylcarboxylic acid to start reaction. A polysaccharide carboxyalkyl ether having a 
desired limiting viscosity can be obtained by using the polysaccharide having a corresponding limiting 
viscosity as a starting material or by first preparing the polysaccharide carboxyalkyl ether having a high 
viscosity and then lowering the viscosity. Polysaccharides usable as a starting raw material include neutral 

40 polysaccharides and basic polysaccharides, and examples of neutral polysaccharides are glucose polymers 
such as dextran. starch, glycogen, cellulose, pullulan. curdlan. schizophyllan. lentinan and pestalotian; 
fructose polymers such as inulin and levan; mannose polymers such as mannan; galactose polymers such 
as agarose and gaiactan; xylose polymers such as xylan: L-arabinose polymers such as arabinan; etc. and 
examples of basic polysaccharides are glucosamine polymers such as chitin. 

45 In the invention, neutral polysaccharides are preferred among them, and particularly preferred are 
dextran. starch, cellulose and pullulan. 

On the other hand, as haloalkylcarboxylic acids usable for the carboxyalkyl etherification of the 
polysaccharide, halo-lower alkylcarboxylic acids are particularly mentioned, and examples thereof are 
monochloroacetic acid, monobromoacetic acid, 3-chloropropionic acid. 3-bromopropionic acid. 4-chloro-n- 
50 butyric acid. 4-bromo-n-butylic acid. 2«chloropropionic acid. 3-chloro-n-butyric acid. etc. 

Preferred carboxyalkyl ethers of the polysaccharide In the invention are at least one selected from 
carboxymethyl ethers, carboxyethyl ethers and carboxypropyl ethers. 

When reacted with a magnetic metal oxide, the polysaccharide carboxyalkyl ether may be either in the 
state of free carboxyl groups or in the form of a salt and examples of the salt are alkali metal salts, amine 
55 salts, ammonium salts, etc.. specifically sodium salts. When used in either form, the polysaccharide 
carboxyalkyl ether is desirably water soluble and Its limiting viscosity can be generally in the range of about 
0.02 to about 0.5 dl/g, preferably about 0.05 to about 0.3 dl/g. 

Further, the substitution degree of the polysaccharide carboxyalkyl ether Is generally in the range of 
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about 0.05 to about 1.0 mol/MSU, preferably about 0.1 to 0.5 mol/MSU. "MSU" in this description means a 
monosaccharide unit. Further, "limiting viscosity" and "substitution degree" of the polysaccharide carbox- 
yalkyl ether are values obtained as a result of the following measurements. 

The limiting viscosity fa] (intrinsic viscosity) of the polysaccharide carboxyalkyl ether is measured at 
5 25 °C according to the method disclosed in Viscosity Measurement Method, Item 30, General Tests, The 

- . Pharmacopoeia ot Japan (EIeventh_Ed ition_1986). The solvent to be used therein. .is aJ. M.aquejausjsoIution . 

of a chloride of the same cation as the counter ion (carboxylate salt ion) possessed by the polysaccharide 
carboxyalkyl ether. However, when the counter ion of the polysaccharide carboxyalkyl ether is a hydrogen 
ion (i.e., free carboxyl group), limiting viscosity is measured using the polysaccharide carboxyalkyl ether 
io sodium salt obtained by neutralizing this polysaccharide carboxyalkyl ether with an aqueous sodium 
hydroxide solution. 

On the other hand, the substitution degree of the polysaccharide carboxyalkyl ether is measured 
separately in accordance with the following occasions. 

(1) In case where the counter ion of the carboxyl groups of the polysaccharide carboxyalkyl ether is a 
75 metal ion such as an alkali metal ion: 

A polysaccharide carboxyalkyl ether is dissolved in water, and the solution is appropriately diluted to 
give a measurement sample solution. The sample solution and a standard sample (known concentration) 
of a metal ion as the counter ion are measured for metal content according to the method disclosed in 
Atomic Absorption Spectrophotometry, Item 17, General Tests, The Pharmacopoeia of Japan (Eleventh 
20 Edition, 1986), and the substitution degree of the polysaccharide carboxyalkyl ether is calculated as mole 
number per monosaccharide unit 

(2) In case where the counter ion of the carboxyl groups of the polysaccharide carboxyalkyl ether is a 
hydrogen ion: 

A polysaccharide carboxyalkyl ether is dissolved in water, the solution is neutralization titrated with 
25 an aqueous sodium hydroxide solution, and the substitution degree of the polysaccharide carboxyalkyl 
ether is calculated from the amount of the consumed sodium hydroxide as mole number per monosac- 
charide unit. 

(3) In case where the counter ion of the carboxyl groups of the polysaccharide carboxyalkyl ether is 
ammonia or an amine: 

30 According to the method disclosed in Nitrogen Determination, Item 26, General Tests, The Phar- 

macopoeia of Japan (Eleventh Edition, 1986), the nitrogen content of the polysaccharide carboxyalkyl 
ether is measured, and the substitution degree of the polysaccharide carboxyalkyl ether is calculated as 
mole number per monosaccharide unit. 

In the invention, carboxyalkyl ethers of a modified polysaccharide obtained by reduction with an 
35 appropriate reducing agent are particularly preferred because of their low coloring. Reduction methods for 
such polysaccharides include several methods, and for example, U.S. Patent No. 2.807,610 discloses as 
reduction methods for dextran a method using sodium amalgam, a method using hydrogen gas in the 



presence of palladium carbon, a catalyst and a method using sodium borohydride (NaBH*). The method 
using sodium borohydride is particularly preferred, and according to the method, powders of a reduced 
40 polysaccharide can be obtained by adding sodium borohydride in an amount of 5 times or more the 
theoretical amount to a 5 to 20 % aqueous solution of a polysaccharide with stirring, stirring the mixture at 
room temperature for further 5 hours, adding acetic acid to adjust the pH to about 6, passing the mixture 
through the columns of a cation exchange resin (for example, Amberiite® IR-120) and then an anion 
exchange resin (for example, Amberlite® IR-4B), and drying the eluate either as such or after concentration 
45 under reduced pressure by a method such as a freeze drying method or a spray drying method. 

The magnetic metal oxide, the other component of the complex of the invention is a ferromagnetic 
substance, and the magnitude of coercive force does not particularly come into question so long as the 
degree of magnetization is larger than a certain degree. 

As such magnetic metal oxides, there can be exemplified those represented by the following formula 



50 



(M"0) t .M 2 n, 03 (I) 



wherein M n represents a divalent metal atom, M m represents a trivaient metal atom and £ is a positive 
number in the range of 0 £ t £ 1. In the above formula (I), examples of the divalent metal atom M n are 
55 magnesium, calcium, manganese, iron, nickel, cobalt, copper, zinc, strontium, barium, etc., and they can be 
used alone or in a combination of two or more. Further, examples of the trivaient metal atom M UI are 
aluminum, iron, yttrium, neodymium, samarium, europium, gadolinium, etc., and they can be used .alone or 
in a combination of two or more. 
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Preferred are magnetic metal oxides of the formula (I) wherein M m is trivalent iron, namely ferrites 
represented by the following formula 

♦ 

(M'^Jm.FesOa (II) 

5 

wherein MlLis -as defined above and rais a .positive- number in4he~range-ot0 -S-m-S-1. As M? metals, there 

can be mentioned the same metals as exemplified In the formula (I). Particularly, there can be mentioned as 
preferred magnetic metal oxides in the invention the magnetic metal oxides of the formula (II) wherein M" 
isdivalent iron, namely magnetic iron oxides represented by the following formula 

10 

(FeO) n .Fe 2 0 3 (IH) 

wherein n is a positive number in the range of 0 £ n £ 1. In the above (III), the compound in case of n = 0 
Is 7-lron oxide (7-Fe20 3 ) and the compound in case of n = 1 is magnetite (Fe3(X). 
is Further, the magnetic metal oxides in the invention can also be magnetic metal oxides represented by 
the formula 

M'^Oa (IV) 

20 and 

M w 0 2 (V) 

wherein M" represents a divalent metal atom and M w represents a tetravalent metal atom. In the above, as 
25 the divalent metal atom M" there can be exemplified those described above, and examples of the 
tetravalent metal atom M w are vanadium, chromium, manganese, etc. 

Specific examples of magnetic metal oxides represented by the formula (IV) or (V) are, for example, 
NiMn03, CoMn03. Cr02, etc. Magnetic metal oxides in the invention include magnetic metal oxides having 
crystallization water, too. 

30 Magnetic metal oxides stated above can be ferromagnetic substances, and, in general, it is desirable for 
the oxides to have a magnetization in the range of about 1 to about 150 emu. preferably about 10 to about 
150 emu, more preferably about 30 to about 150 emu per 1 g of the metal at 20 * C and at a magnetic filed 
of 1 tesla (10,000 oersteds). 

The magnetic metal oxide is reacted, usually in the form of fine particles, with the polysaccharide 

35 carboxyalkyl ether. Generally, the magnetization of magnetic substance particles lowers in proportion to the 
decrease of their particle size, and the trend becomes stronger particularly when the particle size becomes 
10 nm or less. Further, the coercive force of the magnetic metal oxide lowers in proportion to the decrease 
of its particle size when the particle size is 100 nm or less, and when the particle is 15 nm or less, the 
magnetic metal oxide substantially becomes superparamagnetic. 

40 When the magnetic metal oxide in the invention is used in the form of sol, it is convenient that it has a 
particle size in the range of generally about 2 to about 100 nm, preferably about 3 to about 30 nm, and 
more preferably about 5 to about 15 nm. Further, when the magnetic metal oxide is used in the form of 
suspension, it is convenient that it has a particle size in the range of generally about 0.1 to about 5 nm. 
Magnetic metal oxide particles exhibit a diffraction pattern corresponding to a specific magnetic 

45 substance in X-ray diffraction. Therefore, from the results of the metal analysis and X-ray diffraction of 
magnetic substance particles, the kind of the magnetic substance can be identified. Further, it is surmised 
that the surface of the magnetic particles has a structure different from the crystal structure of the inside. 
However, since even in this case the X-ray diffraction pattern exhibits a specific pattern in accordance with* 
the crystal structure of the inside, the kind of the ferromagnetic substance can similarly be identified even in 

so this case from the results of metal analysis and X-ray diffraction and the like. The indications of the general 
formulae (!) to (V) in the present description mean the compositions of magnetic substance particles 
obtained by these measurements. 

Processes for preparing complexes of the invention from the foregoing polysaccharide carboxyalkyl 
ethers and magnetic metal oxides can roughly be classified into the following two processes. Namely, the 

55 first process is a process which comprises first preparing an aqueous sol or suspension containing 
magnetic metal oxide particles which will be the core of the complex, and subjecting it to reaction with a 
carboxyalkyl ether of a polysaccharide. The second process is a process which comprises mixing a divalent 
metal salt, a trivalent metal salt and a base with stirring in an aqueous system in the presence of a 
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polysaccharide carboxyalkyl ether to progress reaction. 

In the first process, first an aqueous sol or suspension containing magnetic particles (hereinafter 
referred to as magnetic raw material liquid) is prepared, and the liquid is reacted with the etherified 
substance to form a complex, and in this process the particle size and magnetism of the magnetic particles 
5 in the magnetic raw material are substantially the same with those of the magnetic particles contained in the 

obtained complex. Namely, many of-the physical properties-of-the. complex are greatly influenced by_tbe._ 

physical properties of the magnetic particles contained in the magnetic raw material liquid. Therefore, it is 
necessary to previously prepare the magnetic raw material liquid containing the magnetic particles having 
physical properties In accordance with the object. For example, when it is desired to use the complex in the 
70 form of sol, it is desirable for the diameter of the magnetic particles contained in the magnetic raw material 
liquid to be in the range of about 2 to about 100 nm, preferably about 3 to about 30 nm, more preferably 
about 5 to about 1 5 nm. 

The preparation of a magnetic raw material liquid containing magnetic particles can be made by a 
method known per se. For example, an alkali coprecipitation method can be employed, and specifically, a 
75 magnetic iron oxideTqueous sol can be obtained, for example, by mixing an aqueous solution containing a 
ferrous salt of a mineral acid and a ferric salt of a mineral acid in a weight ratio of about 1 : 3 to about 1 : 
0.5 with a base such as NaOH, KOH or NH^OH so that the pH becomes 7 to 12, if necessary ageing the 
mixture with heating, separating the formed magnetic iron oxidie particles, washing them with water, 
redispersing them in water, and adding a mineral acid such as hydrochloric acid to make the pH 1 to 3. 
20 This aqueous sol can, if necessary, be purified and/or concentrated by dialysis, ultrafiltration, centrifugation, 
etc. The magnetic iron oxide particles obtained by this method can have a diameter usually in the range of 
about 5 to about 50 nm. A ferrite aqueous sol can similarly be obtained by using a salt of a divalent metal 
other than iron in place of part of or all the ferrous salt in the above method. The ferrite particles contained 
in the sol have a diameter usually in the range of about 5 to about 50 nm. Examples of usable divalent 
25 metal salts are mineral acid salts of magnesium, zinc, cobalt, manganese, nickel, copper, barium, strontium, 
etc., and these can be used alone or at the same time in plural. Further, magnetic raw material liquid can 
also be prepared by the method disclosed in Japanese Patent Publication No. 24663/1967 (U.S. Patent No. 
3,480,555). For example, an aqueous sol of a magnetic iron oxide can be obtained by adding an aqueous 
solution containing a ferrous salt and a ferric salt in the weight ratio of about 1 : 2 to a stirred strongly basic 
30 ion exchange regin slurry while the mixture is maintained to pH 8 to 9, adding a mineral acid such as 
hydrochloric acid until the pH becomes 1 to 3, filtering the resin, and, if necessary, purifying and/or 
concentrating the filtrate by dialysis, ultrafiltration, etc. The contained magnetic iron oxide particles have a 
diameter usually in the range of about 5 to about 15 nm. 

Further, as a process for preparing a magnetic raw material liquid containing magnetic particles having 
35 a relatively large diameter, there can be mentioned a process which comprises adding a base such as 
NaOH, KOH or NH4.OH to a stirred aqueous solution of a ferrous salt until the pH of the mixture becomes 7 
fife to 12, blowing air or O2 gas through it with heating for about 2 to about 20 hours, separating and water 

washing the formed magnetic iron oxide particles, and forming an aqueous suspension of the magnetic iron 
oxide. By this method, there can be formed magnetic iron oxide particles having a diameter usually In the 
40 range of about 0.1 to about 5 urn. 

A complex can be formed by mixing and reacting the thus obtained magnetic raw material liquid with an 
aqueous solution of a polysaccharide carboxyalkyl ether. More specifically, the polysaccharide carboxyalkyl 
ether is reacted with the magnetic particles contained in the magnetic raw material liquid, for example in the 
rate of usually 0.1 to 10 weight parts, preferably 0.2 to 5 weight parts of the former per 1 weight part (in 
45 terms of metal) of the latter particles. In this connection, it I convenient in general that when the magnetic 
particles having a small diameter are used, the addition amount of the etherified compound is increased, 
while when the magnetic particles having a large diameter is used, the addition amount of the etherified 
compound is reduced. Although the concentration of the magnetic particles in the reaction mixture is not 
particularly limited, It can be in the range of usually 0.1 to 10 WW %, preferably 1 to 5 WA/ % in terms of 
so the metal. Although the reaction can generally be carried out at a temperature in the range of room 
temperature to 120*C for 10 minutes to 10 hours, for convenience it is sufficient to reflux the reaction 
mixture with heating for about 1 hour. After cooling, it is possible, if necessary, to carry out purification 
and/or concentration adjustment. For example, it is possible to obtain an aqueous sol or aqueous 
suspension of the complex having the desired purity and concentration by repeating the operation to 
55 separate the unreacted etherified substance and low molecular compounds from the formed complex by 
ultra-filtration; and it is further possible to obtain an aqueous sol of the complex having the desired purity 
and concentration by adding to the formed reaction mixture a poor solvent to the complex such as 
methanol, ethanol or. acetone to precipitate and deposit the complex preferentially, separating the deposit, 
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redissolving the deposit in water, dializing the solution againt flowing water, and then, if necessary, 
concentrating the solution under reduced pressure; and further, in case of the reaction mixture containing 
the magnetic particles having a large particle size, it is also possible to obtain an aqueous suspension of the 
complex having the desired purity and concentration by repeating as such centrifugation and water washing. 

5 In the above, if desired, it is also possible to add the steps for pH adjustment, centrifugation and/or filtration 
— during and/or after the- above steps. It is also possible to -obtain the complex of the invention inthe-form of - 
powder by drying the thus obtained aqueous liquid of the complex of the invention by a method known per 
se, for example preferably by freeze drying. ~ 
The second process for preparing the complex of the invention is a process for obtaining the complex 

10 of the invention in one step by mixing and reacting a mixed metal salt solution of a mineral acid salt of a 
divalent metal and a mineral acid salt of a trivalent metal with a solution of a base in an aqueous system in 
the presence of a polysaccharide carboxyalkyl ether. This second process can further be classified, by 
addition order, into (A) a process which comprises adding the mixed metal salt solution to an aqueous 
solution of the ether, and then adding an aqueous base solution to progress reaction; (B) a process which 

?5 comprises adding an aqueous base solution to an aqueous solution of the ether, and then adding the mixed 
metal salt solution to progress reaction; (C) a process which comprises adding to an aqueous base solution 
a mixed solution of a aqueous solution of the ether and the mixed metal salt solution; (D) a process which 
comprises adding to the mixed metal salt solution a mixed solution of an aqueous solution of the ether and ^ 
an aqueous base solution; etc. These (A), (B), (C) and (D) processes are different with one another only in 

20 addition order, and not different in other reaction conditions. 

In the preparation of the above aqueous mixed metal salt solution, when for example, the divalent metal 
salt is a ferrous salt and the trivalent metal salt is a ferric salt, the ferrous salt and the ferric salt are 
dissolved in an aqueous medium in a mole ratio of the former to the latter of about 1 : 4 to about 3:1. 
preferably about 1 : 3 to about 1 : 1. In this case, it is possible to replace part of, for example about a half 

25 amount of the ferrous salt by another divalent metal salt, for example a salt of at least one metal of 
magnesium, zinc, cobalt, manganese, nickel, copper, barium, strontium and the like. Although the con- 
centration of the aqueous mixed metal salt solution can be varied over a wide range, it is suitable that the 
concentration is in the range of usually about 0.1 to about 3 M, preferably about 0.5 to about 2 M. 

Examples of the metal salts are salts with mineral acids such as hydrochloric acid, sulfuric acid and 

30 nitric acid, and as the base there can for example be used at least one selected from alkali metal 
hydroxides such as NaOH and KOH; ammonia; and amines such as triethylamine and triethylamine. 
Although the concentration of the aqueous base solution can be varied over a wide range, it is appropriate 
that the concentration is in the range of usually about 0.1 to about 10 N, preferably about 1 to about 5 N. 
The amount of the base to be used is an amount such that the pH of the reaction solution after the addition 

35 becomes almost neutral to about 12, namely an amount that the ratio of the metal salt to the base becomes 

about 1 : 1 to about 1 : 1.2 (normal ratio). ^* 
On the other hand, the amount of the polysaccharide carboxyalkyl ether to be used can be about 1 to nip 
about 15 times, preferably about 3 to about 10 times by weight that of the metal in the metal salt to be 
used. Further, although the concentration of the aqueous polysaccharide carboxyalkyl ether solution is not 

40 strictly limited, it is suitably in the range of usually about 1 to about 30 W/V %, preferably about 5 to about 
20 W/V %. The addition and mixing of each aqueous solution can be made with stirring at room 
temperature to about 100*C with heating, and if necessary after the pH is adjusted with a base or an acid, 
reaction can be carried out at a temperature of about 30 to about 120* C for about 10 minutes to about 5 
hours, usually by reflux with heating for about 1 hour. Although the above mixing and reaction can usually 

45 be carried out under the air atmosphere, they can also be carried out, if desired, under an atmosphere of 
O2 gas, an inert gas such as N2 or Ar gas or a reducing gas such as H2 gas. The thus obtained reaction 
solution can be purified in the same manner as in the above first process, and, if desired, can be subjected 
to pH adjustment concentration, filtration and further drying. The particle size of the magnetic metal oxide 
in the obtained complex is usually in the range of about 2 to about 50 nm. 

50 Although the ratio of the polysaccharide carboxyakyl ether to the magnetic metal oxide in the complex 
of the invention depends on the diameter of the magnetic metal oxide particles, the molecular weight of the 
polysaccharide carboxyalkyl ether, etc. and varies in a wide range, the complex can generally contain the 
polysaccharide carboxyalkyl ether in an amount of about 0.05 to about 1 0 weight parts, preferably about 0.2 
to about 5 weight parts per 1 weight part of the metal in the magnetic metal oxide. More specifically for 

55 example, when the magnetic metal oxide is magnetic particles having a diameter of 8 nm, the complex can 
contain the polysaccharide carboxyalkyl ether in an amount of about 0.5 to about 3 weight parts per 1 part 
of the metal in the magnetic particles. 

The metal content of the complex in the present description (this metal is derived from the magnetic 
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metal oxide as a raw material) is a value measured by the atomic absorption spectrophotometry referred to 
the above. Namely, hydrochloric acid is added to the complex in the presence of a small amount of water, 
the contained metal(s) is (are) completely decomposed to chloride(s). the reaction mixture is properly 
diluted, and the dilution is compared with standard solutions of the respective metals to determine the metal 
content. 

Further, the-polysaccharide- carboxyalkyl ether content tn_tb_e. complex is a value meas ure d by the 



sulfuric acid-anthrone method according to Analytical Chem., 25, 1656 (1953). Namely, the sulfuric acid- 

anthrone reagent is added to a proper dilution of the hydrochloric apid-decomposed solution used for the 

measurement of metal content to develop color, and the absorbance of the mixture is measured. At the 
10 same time, color Is likewise developed using as a standard substance the polysaccharide carboxyalkyl ether 

used in the preparation of the complex, absorbance is measured, and the polysaccharide carboxyalkyl ether 

content is determined from the ratio of both absorbances. 

The diameter of magnetic metal oxide particles to be used In the preparation of the complexes of the 

invention is either oberved with a transmission electron microscope only when the diameter is 0.1 urn or 
75 more and determined as an average value, or measured by the X-ray diffraction method when the diameter 

Is 0.1 urn or less. 

Since when the complex powder of the invention obtained freeze drying is subjected to X-ray diffraction 
using a powder X-ray dlffractometer (target : Co, wavelength : 1.790 A), several diffraction peaks can be 
observed corresponding to a specific compound, it Is seen that the magnetic metal oxide (magnetic 
20 particles) contained in the complex exists in a crystalline form. The resulting diffraction peak becomes 
broader, namely smaller in proportion as the diameter of the magnetic particles contained in the complex 
decreases. Thus, in case where the particle size of the magnetic metal oxide contained in the complex is 
0.1 urn or less, the particle size can be measured by X-ray diffraction. Namely, the particle size (diameter) 
can be calculated using the following Scherrer equation in respect of the strongest peak in X-ray diffraction. 

25 

D = x X /0.COS $ , 

30 wherein 

D: particle size (A) 

x: constant, 0.9 

X: X-ray wavelength (1 .790 A) 

6: Bragg angle (degree) 
35 B: Half-width of the sample (radjan) 

D: Half-width of the standard sample (radian) 

In the above, the standard sample to be used is the same substance having a particle size of 1 urn or 
more. The thus obtained value relatively accords with the value obtained form a transmission electron 
microscope. 

40 Further, the diameter of the complex itself of the invention is the value measured by a light scattering 
method [for example, refer to Polymer J., 13, 1037-1043 (1981)], and the complex of the invention can have 
a diameter in the range of generally about 10 to about 500 nm, preferably about 20 to about 200 nm. 

The complex of the invention is not a more mixture, but a compound of magnetic metal oxide particles 
and a polysaccharide carboxyalkyl ether. This can be understood from the facts, for example, that when an 

45 aqueous sol of the complex of the invention is fractionated using a gel column, an elution peak is observed 
at a high molecular side higher than the elution position of the polysaccharide carboxyalkyl ether and both 
metals used for the preparation of the saccharide and the complex are detected by the analysis of the peak, 
and that when In the preparation step for the complex, purification is carried out using an ultrafiltration film 
having a pore size capable of passing particles smaller than the polysaccharide carboxyalkyl ether 

50 molecule, the ratio of the saccharide to the metal in the remaining aqueous sol gradually converge on a 
certain value. 

Further when the complex of the invention and a more mixture of the magnetic particles with the 
polysaccharide carboxyalkyl ether are each measured by the diffuse reflectance method, a kind of infrared 
spectroscopic analysis, difference is recognized between the peak positions near 1600 cm" 1 . Infrared 
55 spectroscopic measurement can be carried out under the following conditions using FT-IR (model: JIR-100) 
produced by JEOL Ltd. and a detector MCT (mercury-cadmium-tellurium alloy). 
Sample form: powder obtained by sufficient grinding in a mortar 

Control: KBr 
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Sample cell: diameter 10mm, depth 2 mm 

Cumulation number of times: 1000 times 
Blocker: Used 

For example, according to the results of infrared spectroplc measurement on the complex number 13 
5 indicated in the later Example 2 and on a mere mixture of the carboxyalkylated polysaccharide number 2, 
. m which is_its raw_material and exemplified, in. Reference example 1 .with -the freeze-dried powdei^oMhe 
magnetic iron oxide aqueous sol indicated in Example 2, the peak (absorbance of the carbonyl group and 
hydroxy! group) positions near 1600 cm" 1 were 1600.7 cm" 1 and 1606.4 cm" 1 , respectively. This difference 
is surmised to appear because the magnetic iron oxide particles and the polysaccharide carboxyalkyl ether 
jo are bound through at least part of the carboxyl groups in the complex of the invention. 

Based on the above-mentioned several reasons, it is believed that the complex of the invention is a 
compound wherein the polysaccharide carboxyalkyl ether and the magnetic metal oxide are chemically 
bound. 

About a diluted aqueous sol of the complex of the invention, translational diffusion coefficient was 

T5 determined by the light scattering method and the diameter of the whole complex was determined by the 
equation of Stokes-Einstein. According to this, the diameter of the complex of the invention is generally 
smaller than the diameter of the complex likewise synthesized using sodium hydroxide-treated modified 
dextran. For example, the diameters of the complexes of the complex numbers 3 and 7 shown in Example 1 
are 72 and 73 nm, respectively, whereas the diameters of the complexes of the complex numbers 9 and 11 

20 denoted in Reference example 4 are 124 and 117 nm, respectively. When it is taken into account that the 
diameter of the iron oxide part and the weight ratio of the polysaccharide to the iron are almost the same 
between the complex of the invention and the complex likewise synthesized using dextran, it can be said 
that the polysaccharide carboxymethyl ether molecule, a component of the complex of the invention does 
not take a spread structure in water but takes a structure such that it is rather unevenly distributed toward 

25 the magnetic iron oxide particles as a core substance. Namely, it is surmised that since the etherified 
substance molecule has many carboxyl groups in one molecule, it is bound to the magnetic iron oxide 
particles in many points in the formed complex. 

The magnetism (for example, magnetization and coercive force) of the complex of the invention can be 
determined from the magnetization-magnetic field curve (so-called M-H curve) depicted using a vibrating 

30 sample magnet meter at room temperature. The magnetization in 1 tesla of the complex of the invention is 
about 1 to about 150 emu. preferably about 10 to about 150 emu per 1 g of the metal. Further, the coercive 
force of the complex of the invention increases in proportion as the size of the used magnetic metal oxide 
particles enlarges, and for example in the particle size of 20 nm or less the coercive force is about 20 
oersteds or less and the complex is substantially superparamagnetic, while in the size of 100 nm or more 

35 the coercive force is about 50 to about 300 oersteds and the complex becomes ferromagnetic. 

The T 2 relaxivity [unit: (secmM)" 1 ] of the complex of the invention in the form of aqueous sol can be 
determined by depicting the resonance curve of the proton of water on aqueous sols obtained by diluting 
the complex of the invention with water so as to give various concentrations and on the water used for the 
dilution using CW-NMR of 60 MHz (magnetic filed being about 1.4 teslas); determining the half-width Ap* 

40 (unit: Hz) of the obtained peak; calculating 1/T 2 (unfc sec" 1 ) = it.Ap±, plotting the relation of 1/T 2 to the 
metal concentration (unit: mM) in the aqueous sol of the measurement sample, and determining the T 2 
relaxivity from the inclination of the straight line determined by least square. The thus calculated T 2 
relaxivity of the complex in the form of aqueous sol of the invention is generally about 5(sec.mM)~ 1 to about 
1.000(sec.mM)~\ 

45 The complex of the invention in the form of aqueous sol has an advantage that it has an extremely high 
stability in preservation. Namely, in the stability-in-preservation test wherein the complex aqueous sol of the 
invention is preserved at 55 to 80 *C and external changes such as the presence of precipitate and 
observed over the lapse of time, in proportion as the molecular weight and substitution degree of the 
polysaccharide carboxyalkyl ether used in the synthesis of the complex of the invention increase, the term 

so before the external changes being observed lengthens and the stability of the complex increases. For 
example, when, as shown in the later Test example 1 the complex aqueous sol having an iron concentration 
of 25 mg/ml is placed in a glass ampoule, preserved at 80* C and its external changes are observed over 
the lapse of time, no external change is observed for one month or more to six months or more, whereas 
when the complex aqueous sol synthesized using NaOH-treated modified dextran is preserved under the 

55 same conditions, the deposition of precipitate or gelation is observed 3 to 10 days later. Similar tendency is 
observed in an autoclave at 1 10 to 130* C (sterilization with heating). 

According to intravenous administration using mice, the acute toxicity LD 5 o of the complex of the 
invention in the form of aqueous sol is about 40 to about 180 mmol/kg in terms of the metal, and low toxic 
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* 

compared to the complex obtained using dextran or sodium hydroxide-modified dextran. Namely, as shown 
in the later Test example 2, the LD 5 o of the complex of the invention in a preferred embodiment, for 
example the complex of the complex number 4 obtained in Example 1 was 120 mmo!(Fe)/kg. It can be said 
in general that complexes in preferred embodiments of the present invention are low toxic about 1.5 to 
s about 3 times over complexes likewise synthesized using sodium hydroxide-modified dextran, in view of 

It was found that at least the magnetic particle part of the complex of the complex aqueous sol of the 
invention easily and promptly accumulates, after intravenous administration, in internal organs where the 
reticuloendothelial system develops such as liver, spleen and bone marrow, and particularly in a low dose 

io (for example, 0.1 mmol/kg or less as the metal) most of, probably substantially all the administered complex 
accumulates in the Kupffer star cells in the liver. Based on this fact, the metabolism of these complexes 
was evaluated by measuring the degree of the magnetization of the liver using CW-NMR. 

Namely, a complex aqueous sol is intravenously administered to mice in an amount of 0.1 mmol/kg as 
the metal; 1/T2(sec~ 1 ) is determined in the same manner as in the measurement of T2 relaxivity on the 

rs mouse liver at the point of time when the time of 1 hour, 2 hours, 4 hours, 1 day, 3 days, 7 days and 14 
days elapsed after the administration; correction is made using the 1/T 2 value of the liver of the non- 
administered mice group; and then the metabolism of each complex is calculated as half life from the 
(|||| relation with time after the administration. The half life of the complex of the complex number 7 shown in a 

preferred embodiment, e.g. Example 1 of the invention is about 2.7 days, while that of the complex of the 

20 complex number 11 likewise synthesized and denoted in Reference example 4 is about 5.4 days, and thus 
it is seen that the complex of the invention is more easily metabolized. 

Complexes capable of becoming aqueous sol among the complexes of the invention prepared using as 
magnetic particles magnetic metal oxide particles having a diameter of about 2 to about 100 nm, preferably 
about 5 to about 15 nm can be used as a so-called magnetic fluid in industrial fields such as mechanical 

25 seal materials, magnetic clutches and magnetic inks, and preferably can safely be used in the biological 
field and the medical field, for example as an iron-supplementing agent, an X-ray contrast medium, a MRI 
contrast medium, or a carrier in the measurement of bloodstream of further in the concentrated administra- 
tion of a drug to a topical part utilizing magnetic field and/or the recovery or removal of a living body- 
derived substance, or the like. The complexes of the invention wherein the diameter of the magnetic metal 

30 oxide particles as a starting raw material is about 100 nm or more can advantageously be used in the 
biological field and the medical field, for example as an X-ray contrast medium, a carrier in the recovery or 
removal of a living body-derived substance, or the like. 

In the complexes of the invention preferably usable as a MRI contrast medium, the limiting viscosity of 
the polysaccharide carboxyalkyl ether is in the range of preferably about 0.02 to about 0.5 dl/g. more 

35 preferably about 0.05 to about 0.3 dl/g; used as the polysaccharide is preferably dextran, starch, cellulose 
or pullulan; used as the carboxyalkyl ether is preferably carboxymethyl ether, carboxyethyl ether or 
!||| carboxypropyl ether, more preferably carboxymethyl ether; and the substitution degree of the polysaccha- 

^ X ride carboxyalkyl ether is preferably in the range of about 0.1 to about 0.5 mol/MSU. On the other hand, as 

for the magnetic metal oxide particles, a magnetic iron oxide or ferrite is preferred and a magnetic iron 

40 oxide is more preferred, and it is preferred that the diameter of the magnetic particles is in the range of 
about 5 to about 15 nm and the T2 relaxivity is generally in the range of about 20 to about 300(sec.mM)~ 1 . 

When the complex of the invention is used as a MRI contrast medium, it Is desirable to use the 
complex in the form of aqueous sol. Although the concentration of the complex can be varied over a wide 
range, usually it is suitable that the concentration is in the range of about 0.1 to about 2 moi/l in terms of the 

45 metal. Further, in the preparation of the aqueous sol, it is also possible to add various physiologically 
acceptable auxiliaries, for example an inorganic salt such as sodium chloride, a monosaccharide such as 
glucose, a sugar alcohol such as mannitol or sorbitol, an organic acid salt such as a citrate or a tartrate, a 
phosphate buffer agent or Tris buffer agent. When the complex of the invention is used as a MRI contrast 
medium, the use amount varies depending on diagnostic sites but is in the range of usually about 1 u 

60 mol/kg to 10 mmol/kg, preferably about 2 u mol/kg to 1 mmol/kg in terms of the metal. As methods of 
administration, there can, for example, be mentioned injection, infusion, etc. into a vein, an artery, the 
bladder or the like, and in some case oral administration or direct administration into the intestine is also 
possible. For example when the complex in a preferred embodiment of the invention is intravenously 
administered, many of its molecules gather in the reticuloendothelial system, particularly in the liver 

55 relatively swiftly, for example within several hour, and as a result the MRI photographing of the liver is 
appropriately made. When there is a lesion part where the reticuloendothelial system function is lowered for 
example a cancer in the liver, the complex molecules of the invention does not gather at ail or only partly 
gather at the lesion part compared to other normal sites, and therefore the identification of the lesion part 
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can easily be made by MRI photographing. The complex of the invention has an effect as a contrast 
medium on a Ti image as well as a T2 image. 

Brief Description of Drawings 

5 

Figure 1, -Figure 2 and Figure 3 are- the X-ray diffraetion-patterns-of- the complexes of the invention- 
obtained using a powder X-ray diffractometer (target : Co. wavelength : 1 .790 A), and Figure 1 , Figure 2 and 
Figure 3 are X-ray diffraction patterns of the complex of the number 7 indicated in Example 1. the complex 
of the number 15 indicated In Example 2 and the complex of the number 24 indicated in Example 4. 

70 respectively. 

Figure 4 and Figure 5 are infrared absorption spectra of the powder samples obtained by the diffuse 
reflectance method using a FT-infrared spectrometer, and Figure 4 is the infrared absorption spectrum of 
the complex of the number 13 denoted in Example 2 and Figure 5 is the infrared absorption spectrum when 
the carboxyalkylated polysaccharide powder of the number 2 denoted in Reference example 1 was admixed 
75 with the freeze-dried powder of the magnetic iron oxide aqueous sol used in Example 2 so that the 
composition of the mixture became the same with that of the complex of the number 13. 

Best Mode for Carrying Out the Invention 

20 This invention is further specifically described below by reference examples, examples and test 
examples. 

Reference example 1 

25 " Preparation of various polysaccharide carboxymethyl ethers 

300 g portions of the various polysaccharides are respectively dissolved in 700 ml portions of water, 
and an aqueous sodium hydroxide (NaOH) solution and monochloroacetic acid (CICH2COOH) are added to 
each solution at 20* C or less, followed by stirring at 60° C for 2 hours. After being cooled, each solution is 

30 adjusted to pH 8 with hydrochlonic acid, and then 1.0 to 2.5 times as much methanol as the reaction 
solution volume is added in accordance with the limiting viscosity of the used polysaccharide and the 
substitution degree of the carboxymethyl groups (hereinafter referred to (CM groups). The deposit is 
redissolved in 1 t of water, the operation to obtain a-deposit by adding methanol is repeated further three 
times, the resulting deposit is dissolved in 1.2 t of water, the solution is adjusted to pH 8 with an aqueous 

35 sodium hydroxide solution and filtered with a glass filter, and the filtrate is concentrated under reduced 
pressure and freeze dried to obtained a sodium salt of the polysaccharide carboxymethyl ether. In Table 1 
are shown the kind of the used polysaccharides, the used amounts of sodium hydroxide and monoch- 
loroacetic acid, and the yield and properties of the resulting polysaccharide carboxymethyl ethers 
(hereinafter referred to as CM-lated (carboxymethylated) polysaccharides). 
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Lowering the molecular weight of carboxymethylcellulose 
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100 g of sodium salt of carboxymethylcellulose on the market (substitution degree : 0.67 moLMSU) is 
dissolved in 2 i of water. 60 ml of 5N NaOH and 134 ml of 35 % H2O2 are alternately added over a period 
of 1 hour while the solution is maintained at 30 "C under stirring, and the mixture is stirred for further 2 
hours. The reaction solution is adjusted to pH about 8 with hydrochloric acid and concentrated under 

5 reduced pressure to make the reaction solution amount 1 1, and then 21 of acetone is added thereto. The 
deposited precipitate -is-dissolved- In 600 ml of water, and -the operation-to obtain -a- precipitate- by-adding - 
1.21 of acetone is repeated three times. The aqueous solution of the resulting precipitate is adjusted to pH 
8 and filtered with a glass filter, and the filtrate is concentrated under reduced pressure and freeze dried to 
obtain powder of sodium salt of carboxymethylcellulose whose molecular weight is lowerd (CA-lated 

10 polysaccharide number 15). Yield 54 g. CM group substitution degree = 0.55 mol/MSU. fo] = 0.319 dl/g. 

Reference example 3 

Preparation of carboxyethyl ether of dextran 

15 

300 g of dextran having a limiting viscosity fo] of 0.10 is dissolved in 700 ml of water, a solution 
obtained by dissolving 128 g of sodium hydroxide in 300 ml of water, and 174 g of 3-chloropropionic acid *f^\ 
are added thereto with stirring at 20 °C or less, followed by reaction at 60 "C for 4 hours. Thereafter, the *® 
reaction solution is treated in the same manner as in Reference example 1 to obtain the powder of sodium 
20 salt of dextran carboxyethyl ether (CA-lated polysaccharide number 16). Yield 301 g, carboxyethyl group 
substitution degree » 0.25 moi/MSU. fo] 0.117 dl/g. 

Example 1 

25 86 g portions of the various CM-lated polysaccharide sodium salts prepared in Reference example 1 
are dissolved in 240 ml portions of water, respectively. A solution obtained by dissolving 45.4 g of ferric 
chloride hexahydrate and 21.6 g of ferrous chloride tetrahydrate in 160 ml of water in a nitrogen stream is 
added to each solution, and a 3N aqueous sodium hydroxide solution is added under stirring to pH 1 1 with 
heating. Then, after the pH is adjusted to 7.0 with the addition of hydrochloric acid, the mixture is refluxed 

30 with heating for 1 hour. After being cooled, the mixture Is centrifuged. methanol is added to the supernatant 
until the concentration becomes 42 to 48 % to precipitate a complex, the precipitate is dissolved in water, 
and the solution is dialyzed against flowing water for 16 hours. The dialyzed solution is adjusted to pH 8.0 
with sodium hydroxide, concentrated under reduced pressure and filtered with a membrane filter (pore size: 
0.45 um). and the filtrate is freeze dried. The yield and properties of the obtained various complexes are 

35 shown in Table 2. 
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55 Reference example 4 



86 g portions of modified dextrans obtained by treating dextrans having various limiting viscosity with 
sodium hydroxide are dissolved in 240 ml portions of water, respectively, followed by the same operation as 
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in Example 1 . The yield and properties of the resulting complexes are shown in Table 3 
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Example 2 



To a slurry obtained by adding 1.75 I of water to 3 I of Amberlite® IRA-410 (an ion exchange resin 
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produced by Rohm and Haas Company) is added with stirring at about 20° C a mixed solution of 600 ml of 
a I M aqueous ferric chloride solution with 300 ml of a 1 M aqueous ferrous chloride solution while the pH of 
the resulting mixture is maintained at 8 to 8.7. The mixture is adjusted to pH 1.6 with the addition of 
concentrated hydrochloric acid and stirred at the same pH for 1 hour. After the resin is removed by 
5 filtration, the filtrate Is ultrafiltered up to pH 2.5 while water is added, whereby 1.15 I of a magnetic iron 

oxide-aqueous so! (iron concentration:_30.2-mg/ml, particle, size: 8.0 nm).is-obtained 330 ml portions -oUh is 

sol (10 g as iron) are mixed respectively with solutions obtained by dissolving 45 g portions of the various 
CA-lated polysaccharide sodium salts prepared in Reference examples 1, 2 and 3 respectively in 225 ml 
portions of water. Each mixture is refiuxed with heating for 1 hour. After being cooled, each reaction mixture 
70 is centrifuged, methanol is added to the supernatant up to 42 to 48 % concentration, the resulting 
precipitate is dissolved in water, and the solution is dialyzed against flowing water for 16 hours. The 
dialyzed solution is adjusted to pH 7.5 and if necessary concentrated under reduced pressure. The solution 
is filtered with a glass filter and freeze dried. 

The yield and properties of the obtained various complexes are shown in Table 4. 
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55 Example 3 

43 g of the CM-lated polysaccharide sodium salt of the number 9 is dissolved in 120 mi of water, 140 
ml of a 3 N aqueous sodium hydroxide solution is added thereto, and while this solution is warmed, a 
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solution obtained by dissolving 22.7 g of ferric chloride hexahydrate and 10.8 g of ferrous chloride 
tetrahydrate in a nitrogen stream is added thereto with stirring. The mixture is adjusted to pH 7.0 with 
hydrochloric acid and refluxed with heating for 1 hour, and then the same operation as. in Example 2 is 
made. Yield 3.4 g. The properties of the resulting complex are denoted in Table 5. 
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Example 4 

Zinc ferrite complex 



55 To a mixed solution of 50 ml of 1 M zinc sulfate (ZnSO*) and 150 ml of 0.5 M ferric sulfate [FeafSOOa] 
(Zn/Fe ratio = 1/3) is dropwise added with stirring and warming 210 ml of a 3 N aqueous sodium hydroxide 
solution, followed by reflux with heating for 3 hours. After being cooled, the reaction mixture Is centrifuged, 
and the operation to wash the precipitate with 450 ml of water is repeated 4 times in total. About 2.5 ml of 
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concentrated hydrochloric acid is added to the obtained ferrite suspension (liquid volume 300 mi) to make 
the pH 1.7, followed by stirring for 16 hours. To 300 ml of the obtained ferrite aqueous sol (pH 2.1) is added 
a solution obtained by dissolving 45 g of the CM-lated polysaccharide of the number 8 denoted in 
Reference example 1 in 90 mi of water, and the mixture is adjusted to pH of about 7 with sodium hydroxide 

5 and refluxed with heating for 1 hour. After the reaction solution is cooled, methanol is added thereto up to 
. 45 % concentration,4he deposited precipitate-is-dissolved in 150 ml of water, the-solution -is centrifuged-at 
3,000 rpm for 30 minutes, and an aqueous sol of the complex obtained by removing the precipitate is 
dialyzed against flowing water for 16 hours using a cellophane tube. The dialyzed aqueous sol is adjusted 
to pH 8.0 with sodium hydroxide and filtered with a glass filter (G3), and the filtrate is concentrated under 

10 reduced pressure and freeze dried. Yield 27 g. The properties of the obtained complex are denoted in Table 
6. 
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Test example 1 
55 Stability test 

The complexes prepared in Example 1 and Reference Example 4 were dissolved in water to prepare 
aqueous sols each having an iron content of 25 mg/ml, the aqueous sols were filtered with a membrane 
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filter of 0.45 urn and the filtrates were charged into 5 ml ampoules. These ampoules were preserved at 80 ± 
2*C and examined with the naked eye over the lapse of time for the change (gelation or the deposition of a 
precipitate) of the complex sols. The results of this preservation test are shown in Table 7. 



10 



15 



20 



25 



30 



rH 

CO 



35 



40 



45 



50 



55 



— 






cu 














Vl 














0 














B 




























O 














CO 
















CO 


J* 










4-1 


>t 


cu 


<U 


cu 




• 1 

«u 


c 


CO 


cu 


0) 


cu 




rH 


0 












i 3 


6 












CO 






rH 


rH 


i-H 




<y 


CO 
















c 


c 


c 


c 






u 
O 


•H 


•H 


-H 


-H 






«M 


C 


c 


c 


c 






<U 


O 


0 


0 


0 






•H 


•H 


••H 


•H 








4J 


4J 


4J 


4J 






JQ 


«d 


cd 


<d 


<d 






cd 


rH 




rH 








4-1 


0) 


cu 


0) 


cu 






CO 


O 






rn 
\^ 




• 

o 










































<u 


r- 


CO 










rH 








* ■ 


rH 




Ol 














6 














O 














o 


























CO 










































C 








cu 




cu 


O 

w 








u 




u 


c s 








0 




0 


-fl 




0 


O 


6 


0 


e 






-U 






4-> 








T) 










cu cm 






0 




0 


4J 




#11 

GL/ 


Ml 




01 




•iH C 


4J 


4J 


4J 


CO 


4J CO 


CQ 


CO -*H 


rH 


u to 


j-» x: 


x: 


u x: 




O 






03 4J 




CO 4-> 






CO 


4J <D 


4-» C 


c 


4J C 


c 


cu 0 


i cu 


CO cu 


CO 0 


0 


CQ O 


0 




OS 




e 


6 




6 


4J 




01 


0> 




cu 




CU CO 






4J rH 


CO 


4J CM 


m 


4J rH 






CO 




(0 


CO CU 




JJ c 


4J C 


u 


4J C 


u 


4-» CJ> 




-•H -H 


••H -H 


0 


••H »H 


O 






a 


CU 


«W 


Ol 


»M 






»»H 4J 


•H 4J 




4J 




-w x: 






O -*H 


CU 


O «H 


0) 






a> ca 


01 CO 


rH 


CU CQ 


•H 


cu c 




U| O 


VI O 




u 0 


JQ 


w 0 




a a* 


cu cu 


«d 


CU cu 


CO 








CO 


4-» 


a 


4J 




<: T3 




CO 




CO 


< rH 


• 

0 










































i 0) 






m 




m 




i «-i 










Qi 














E 














O 














a 















20 



EP 0 450 092 Al 



Test example 2 
Stability test 

* 

The acute toxicity (LDso) of each complex prepared in Example 1 or Reference example 4 was 

.determined.-An-aqueous sol of each, complex .was. intravenouslyjadministere.d_to_ma(o. dd strain mice (5 

weeks old) of groups, each consisting of 3 to 10 mice in amounts of 10, 20, 40, 80 and 160 mmol/kg as 
iron, respectively, the animals were observed for 1 week for life or death, and LD50 was calculated by the 
Litchfield & Wilcoxon method. The LDso values of the respective complexes are shown in Table 8. 



10 



is 



20 



25 



30 



0) 



35 



40 



45 



JCjl 



O <D 

in tu 
o 

B 



i-H 

a 

o 
o 



o <u 

a 

o 



o 

a> 

o 
u 



in 



GO 



CO 



CO 



CN 



CM 



CO 



in 



industrial Applicability 

50 

The complex of this invention is extremely excellent in stability in preservation in the form of aqueous 
sol, has only a low toxicity and is useful particularly in medical use, for example as a nuclear magnetic 
resonance imaging (MRI) molding agent, a topically drug-administering carrier, an iron-supplementing agent, 
an X-ray molding agent or the like, and further can also be used as a magnetic fluid in industrial fields, for 
55 example the mechanical seal material, magnetic clutch and magnetic ink fields. 

Claims 
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1. A complex of a carboxyaikyl ether of a polysaccharide with a magnetic metal oxide. 

2. The complex of claim 1 wherein the polysaccharide is a neutral polysaccharide. 

3. The complex of claim 2 wherein the polysaccharide is selected from a dextran. a starch, a cellulose 
and a pullulan. — - _ ... . _____ 



4. The complex of claim 1 wherein the carboxyaikyl ether is at least one selected from a carboxymethyl 
ether, a carboxyethyl ether and a carboxypropyl ether. 

5. The complex of claim 1 wherein the carboxyaikyl ether of the polysaccharide has a limiting viscosity in 
the range of about 0.02 to about 0.5 dl/g. 

6. The complex of claim 5 wherein the carboxyaikyl ether of the polysaccharide has a limiting viscosity in 
the range of about 0.05 to about 0.3 dl/g. 

7. The complex of claim 1 wherein the carboxyaikyl ether of the polysaccharide has a substitution deqree 
in the range of about 0.05 to about 1 .0 mol/MSU. 

8. The complex of claim 1 wherein the magnetic metal oxide is represented by the formula 
(M l, 0)l.M2 ,u 0 3 

wherein M» denotes a divalent metal atom. M m denotes a trivalent metal atom and l is a positive 
number in the range of 0 £ I £ 1 . 

9. The complex of claim 8 wherein the magnetic metal oxide is a ferrite represented by the formula 
(M"0)m.Fe 2 03 

wherein M" denotes a divalent metal atom and m is a positive number in the range of 0 £ m _S 1. 

10. The complex of claim 9 wherein the magnetic metal oxide is a magnetic iron oxide represented by the 
formula 

(FeO)n.Fe 2 0 3 

wherein n is a positive number in the range of 0 £ n £ 1 . 

11. The complex of claim 10 wherein the magnetic iron oxide is -Hron oxide or magnetite. 

12. The complex of claim 1 wherein the magnetic metal oxide is represented by the formula 
Iv^lvFOa or M^Oa 

wherein M" represents a divalent metal atom and M 17 represents a tetravalent metal atom. 

13. The complex of claim 12 wherein the magnetic metal oxide is selected from NiMn0 3 . CoMnOs and 
Cr02. 

14. The complex of claim 1 wherein the magnetic metal oxide has a particle size in the range of about 2 to 
about 100nm. 

15. The complex of claim 1 wherein the magnetic metal oxide has a magnetization in the range of about 1 
to about 150 emu per 1 g of the metal in a magnetic field of 1 tesla at 20* C. 

16. The complex of claim 1 wherein the magnetic metal oxide has a magnetization in the range of about 10 
to about 150 emu per 1 g of the metal in a magnetic fieled of 1 tesla at 20* C. 
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17. The complex of claim 1 wherein the carboxyalkyl ether of the polysaccharide is contained in an amount 
of 0.05 to 10 parts by weight per part by weight of the metal in the magnetic metal oxide. 

18. The complex of claim 1 wherein the carboxyalkyl ether of the polysaccharide is contained in an amount 
of 0.2 to 5 parts by weight per 1 part by weight of the metal in the magnetic metal oxide. 



19. The complex of claim 1 wherein the diameter thereof measured by the light scattering method is in the 
range of about 10 to about 500 nm. 

20. A process for preparing the complex of claim 1 which comprises 

(a) reacting an aqueous sol or suspension containing particles of the magnetic metal oxide with the 
carboxyalkyl ether of the polysaccharide, or 

(b) carrying out reaction by mixing a salt of a divalent metal, a salt of a trivalent metal and a base 
with stirring in an aqueous system in the presence of the carboxyalkyl ether of the polysaccharide. 

21. A MRI molding agent comprising the complex of claim 1. 
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